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L4: Entry 14 of 18 File: DWPI Aug 20, 1997 

DERWENT-ACC-NO: 1997-404731 
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(19) 



J 



Europaisches Patentamt 
European Patent Office 
Office europeen des brevets 



(12) 



(11) EP1 132 467A2 

EUROPEAN PATENT APPLICATION 



(43) Date of publication: 

12.09.2001 Bulletin 2001/37 

(21) Application number: 01113052.3 

(22) Date of filing: 13.02.1997 



(51) imci7: C12N 9/78, C12N 9/80, 
C12Q 1/34 



(84) Designated Contracting States: 


• Nlshiya, Yoshlakl, 


DE FR GB IT 


c/oToyo Boseki Kabushiki Kaisha 




Tsuruga-shi, Fukui 914 (JP) 


(30) Priority: 13.02.1996 JP 2543596 


* Kawamura, Yoshihtsa, 




c/oToyo Boseki Kabushiki K. 


(62) Document nurnber(s) of the earlier application(s) in 


Tsuruga-shi, Fukui 914 (JP) 


accordance with Art. 76 EPC: 


97102270.2/0 790 303 


(74) Representative: 




Helbing, Jorg, Dr. Dipl.-Chem. etal 


(71) Applicant: Toyo Boseki Kabushiki Kaisha 


Paten tanwalte 


Osaka-shl, Osaka 530-8230 (JP) 


von Kreisler-Seltlng-Werner, 




Postfach 10 22 41 


(72) Inventors: 


50462 Koln (DE) 


* Sogabe, Atsushl, 




c/oToyo Boseki Kabushiki Kaisha 


Remarks: 


Tsuruga-shi t Fukui 914 (JP) 


•The biological material has been deposited with 


• Hattorl,Takashl, 


NIBH under number(s) BP-5374,BP-5375, BP-5376 


c/oToyo Boseki Kabushiki Kaisha 


•This application was filed on 29 - 05 - 2001 as a 


Tsuruga-shi, Fukui 914 (JP) 


divisional application to the application mentioned 




under IN ID code 62. 



CM 
< 

N 
CO 
^- 

CM 
CO 



(54) Novel creatine amidinohydrolase, production thereof and use thereof 



(57) A creatine amidinohydrolase having the follow- 
ing physicochemical properties: 

Action: catalyzing the following reaction; 

creatine -i- H 2 0 - > sarcosine + urea 

Optimum temperature: about 40 - 50°C 
Optimum pH: pH about 8.0 - 9.0 
Heat stability: not more than about 50°C (pH 7.5, 
30 min) 

Km value for creatine in a coupling assay using a 
sarcosine oxidase and a peroxidase: about 3.5 - 
10,0 mM 

Molecular weight: about 43,000 (SDS-PAGE) 
Isoelectric point: about 3,5, 



a method for producing said enzyme, comprising culture 
of microorganism producing said enzyme, a method for 
the determination of creatine or creatinine in a sample 
using said enzyme, and a reagent therefor. According 
to the present invention, a creatine amidinohydrolase 
having a smaller Km value than that of the convention- 
ally known creatine amidinohydrolase can be produced 
in an industrially large amount, and can be used as a 
routine reagent for clinical tests far determining creatine 
and creatinine in biological samples. 
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